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0#|BK 4t) tIctoT?^^n^±® 1 Om 1 £2 0 HU©jtakCJ|Q;Lfc. 
^©+K:LPS*Jfl:4i!tt8H«©xet2i*«««-r«ttk:j:oT*ftSi* 



WO 00/57719 ^ PCT/JP00/01764 

PCR (Polymerase chain reaction) mz £<5&££rToTP RD Vied;* 
ft JET S^Ct S:fltB Ufc. 

ttfttt£ : *UW©tt»fiLPSK, ^flLPSEMLPSi»gcD 



5 [g*5] 



e » e » 




i 


2 


3 


4 


5 


1 EiS^fi 
LP S 2 0 /zg/kg 


0 


0 


0 


2 * 


3 


LPS40// g/kg 


0 


0 


3 


4 


4 


3 

L P S 1 0 0 p. g/kg 


i 


1 


3 


3 


4 


LPS 1 0 0 0 rig/kg 


i 


1 


6 


6 


6 


5EPG 0. 2mg/kg 


0 


0 


2 


5 


5 


6 12 1 , 3 - G 5 0 mg/kg 


0 


3 


5 


7 


1 0 


7 EL PSME 


2 


4 | 1 3 


1 4 


1 5 



[H6 J 



IS & K # 




6 


7 


8 


9 


1 0 


(%) 


1 Kfg^ft 

L PS 2 0 Mg/kg 


3 


3 


4 


4 


4 


2 0 *** 


2Eig^-TS 

L P S 4 0 m g/kg 


6 


6 


6 


7 


7 


3 5*** 


3 Kfta^ji 

LPS 1 0 0/zg/kg 


5 


6 


8 


8 


8 


4 0*** 


LPSlOOOw g/kg 


9 


9 


1 0 


1 1 


1 1 


5 5** 


5EPG 0.2 mg/kg 


7 


8 


8 


8 


1 0 


5 0** 


6 E1. 3 - G 5 0 mg/kg 


1 0 


1 1 


1 1 


1 2 


1 2 


6 0** 


7ELPS*^Jt)0E 


1 8 


1 8 


1 9 


2 0 


2 0 


1 0 0 



** 7Kt<Dm\Z#Mm (P<0. 0 5) 



WO 00/57719 16 PCT/JPOO/01764 

ra7Eioni:tfi (P<o. oi) 

^2 0%, 40MgE^35%, 100Mg^40%i^fnt)|g:< ) *jBg[x 
5 ttOTK^&^T^bn*: (P<0.0 1) „ ^fiLPSSlOO 

li50% ' X - 3-G£5 Omg^b^Xt'OiMJe 0%T$>0, 
«LPS^S4Lrc^Eici:b-=:T^(7)xt:^^Uf- 0 ^±©^^e». *^ 

Wl2 3 0 g©y-j$2 0Sf^6iW, *»W©1, 2, 3g|; 
WlLPS^iJ©Mlkg^OlBitLT, f^2 0, 4 0, 
100 ^^ *fc»mLPSS4Kl:ttl0 0/ i g, SKfclilOOO/t 
15 gt&Siil:^^ h^uy hfcfi^UT? BWa4Lfc. 6EI;|JLPS$ 

^U^SnWtaffflL. 0. 2 5%NaCl»RPMI - 1 6 4 0 -HAH^ 

S»tt&tt&. dO*€percoll^a£ttaff«^E±tajBL&0^, 1 6 0 0 r 
20 pm, 2 0^fl (4*C) ©iS^«l*ff o ta«I$ffc 0 

i-WLTl 0%FBS (Fetal Bovire Serum) £ 
H-tfO. 2 5%NaCl»RPM 1 - 1 6 4 0 -HJSJfcK:»»U fiifaEjeM]jj§ 
ftSlxiO'afi/mltllBlfc. :<Z)giti9llK5 0 0 (i It. yijjfc 
»W^y = >fl:LT*^3tllP*ojBi»a dxi o 8 «/ m i) 5 o 0 u l 
25 ^UD^IUc^X^fM, 10^fl:^ W62 5t:T6 



WO 00/5771 9 j ? PCT/JP00/01 764 

5 l:>Kb&, 



[«7] 



K ft E # 




0 


1 (Bft) 


l EteSH* 
LPS20/ig/kg 


7.3±2. 30 


12.712.65 ^1 


2 E<£#^i; 

LPS 4 0 n g/k g 


7. 3 + 2. 30 


17. 9 ±3. 9 9 &2 


3 Efi^^i 

LPS 1 0 O/i g/k g 


7. 3± 2. 3 0 


1 8. 6±4. 1 2 *2 


4ES5#?* 

LPS 1 OOn/kg 


7. 3±2. 3 0 


6. 3±2. 24 


5EieJ^# 

LPS 1000m g/k g 


7. 3±2. 3 0 


8. 2±2. 1 8 


6ELPS»JJD»E 


7. 3 ±2. 3 0 


6.6 + 1.19 



mi : 6mt<DmiZ&M%i (P<0.0 5) 
*2 : 6Et©f B 1i:tti (P<0. 0 1) 
10 [£8 3 







5 


7 (am 


1 E<£#^S 
LPS 2 0/xg/kg 


3 9.212.5 4 *2 


5 2. 71 4.08 *2 


2Kft»fi 
LPS40/1 g/kg 


3 7.4 + 4.2 8 *2 


3 7. 013. 1 1 *2 


LPS 1 0 0 ag/kg 


4 2.6 + 5.3 5 *2 


3 6.5 14.3 2 * 1 


4 E<£*HP ft 
L P S 1 0 0 it g/kg 


11.213.05 


10.612.96 


LP S 1 0 0 0 xxg/kg 


22.7 + 3. 16 * 1 


3 1.813.52 * 1 


6 EL P S«Jofcmix 


9.012.04 


7.711.73 | 



* 1 : 6K£0>mzGMm (P<0. 0 5) 



WO 00/5771 9 j g PCT/JP0O/01 764 

^2 : egi^Cffi (P<0. 0 1) 

(P<0. OK 0.05). L^U «*0*mLPS*l 0 0/zgg^L 

fcyjt*^*ajiii«©*ft»»ja % a^7H«*T±j?.*r, iooo M giK 

K*^Ttt»-^5H««|*iC6K«k0fe«K:*<&ofc (P<0. 0 1) . « 
±(D C^b> +»W<Bttfl^ftL P S tti«*HPfiL P S J: 0 t>**T**T, 

fimL P S * ih'Oftl 1 k g ^ 0 1 Bit IT. fn?tl2 0, 4 0, 1 
00/zgSr, ^;4Ei:TOflLPS^l 0 0 0 u S ttLZ X o X H 

XK ^> tt^WttTBatc^UOBaBjecojRHMEnterococcu 
s serioIicida£:/'J llSfcN. 0 x l o 6 HiiB<t&3 J: -5 fcKJB!rt&«U 

tat 9] 



K « E # 




l 


2 


3 


4 


5 


6 


7 


8 


9 


10©»7£ 
LPS20/ig/kg 


0 


0 


0 


0 


0 


0 


0 


0 


IS 


20©H# 
LPS40jig/kg 


0 


0 


0 


1 


1 


2 


2 


4 


4 


LPSlOO^gAg 


0 


0 


0 


0 


0 


1 


3 


3 


5 


4ESft?J: 
LPSlOOO/ig/lig 


0 


0 


0 


1 


1 


1 


3 


3 


3 


5ELPS*S§&!E o 


0 


1 


2 


7 


7 


10 


12 


16 



WO 00/57719 19 PCT/JP00/01764 



[*1 0] 



'It ft E # 




mm (%) 


10 


1 1 


12 


13 


14 


15 


LPS20//g/kg 


3 


3 


3 


3 


4 


4 


1 3. 3SS8S8K 


LPS40//g/lcg 


7 


8 


8 


8 


8 


8 


2 6. 7 838 


LPSlOO^g/kg 


5 


5 


5 


7 


7 


7 


2 3. 3*8fc 


4ISi^l: 
LPS1000/i&/kg 


5 


9 


10 


10 


1 1 


1 1 


3 6. 7888 


5£LPS£»E 


16 


16 


1 7 


22 


22 


22 


7 3. 3 



»5Ki:0r B ll:tfi (P<0.0 5) 



3K^JK5Kt©Bfl{C#*3S (P<0. 0 1) 

E. Scriolicida£i£«LTl 5 B&te, L P SiiaSJullW^^^fc^flgKo 
7>J<D7 3. 3Xa*|«ELfc©K:**U *^g«^ WSLPS 2 0 
# gErtU 3. 3 %, 4 0 i± gK*«2 6. 7 %, 10 0ygK^'2 3. 3%<!:Uf 
ft*>&<> »«K < !:<OMfc^f*^l5^J| 1 &nfc (P<0.0 5) . ffi^ 
fiLPSSrl 0 0 0/ig^-U;y>jO|g^|J3 6. 7%T'feO, fgfr^SL 

p s tt^«©«Bii«ka*«!&wffli u. ^«««©^^fL p s ct o fe-r 
<nx v > 5 c i # # fc & -d tz o 



WO 00/57719 



20 



PCT/JPOO/01764 



D S - P A G E fe-emm Lfc^T-Ji*i 5000±2000T\ ^fi'J^ i J 



WO 00/57719 21 PCT/JPOO/01764 

Tzwmmxiztemvmftij&o 
-rzw&mxitikmomifjsik. 

JEfi, Sifettffi. 3ft#*&. U9«£. ^'J**, ft**. i/ a -K^ 
1 6. MftT&iJtftfWytiy^ K**8 0 0 0 &±<£>#TM£Wir& 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JPOO/01764 



A- CLASSIFICATION OF SUBJECT MATTER " ~ 

Int. CI A23K 1/16, 1/18, A61K 31/739, 31/00, 38/16 

According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 
Int. CI A23K 1/16, 1/18, A61K 31/739, 31/00, 38/1 



a- than minimum documentation to the extent that such documents are included in the f.elds searched 



Electronic data base consulted during the in 
BIOSIS, JOIS 



te of data base and, where practicable, search terms used) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



WO, 9623002, Al (MizunoD.), 
01 August, 1996 (01.08.96) 
& JP, 8-198902, A 

JP, 6-141849, A (Soma Genichiro) , 

24 May, 1994 (24.05.94) (Family: none) 

EP, 472467, A3 (Soma G. ) , 
17 March, 1993 (17.03.93) 



Relevant to claim No 



Sc CA, 
& JP, 



2049548, 
-78756, 
& JP, 6-40973, 
& US, 5346891, . 



& CA, 2049533, 

& JP, 4-99481, 

& US, 5281583, 

& JP, 6-90745, 

& US, 5494819, 

JP, 8-280332, A (National Federation of Agriculture Cood 
Assoc. ) , ' 
29 October, 1996 (29.10.96) (Family: none) 

JP, 10-279486, A (Taiyo Kagaku Co., Ltd ), 
20 October, 1998 (20.10.98) (Family: none) 



1-8,11-16 
9,10 



1-8, 11-16 
9, 10 



Further documents are listed in the continuation of Box C. □ See patent family annex. 



Special categories of cited documents: 
'A" document defining the general state of the art which is 

considered to be of particular relevance 
'E" earlier document but published on or after the 



document which may throw doubts on priority claimfs) or which is 
cited to establish the publication dale of another citation or other 
special reason (as specified) 
"0° document refem'mj to an oral disclosure, use, exhibition or other 



later document published after the international filing date or 
priority date and not in conflict with the application but cited to 
understand the principle or theory underlying the invention 
document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such 
combination being obvious to a person skilled in the an 
document member of the same patent family 



Date of the actual completion of the international sc 
16 May, 2000 (16.05.00) 



Name and mailing address of the ISA/ 



Japanese Patent Office 



Date of mailing of the international search report 
23 May, 2000 (23.05.00) 



Authorized officer 



INTERNATIONAL SEARCH REPORT 


International application No. 

PCT/JP00/01764 


C (Comim 


ation). DOCUMENTS CONS IDERED TO BE RELEVANT 


Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


A 

A 
A 
A 
A 


EP, 592220, A3 (Eiaai Co., Ltd.), 
23 November, 1994 (23.11.94) 
& JP, 6-116157, A & JP, 6-327412, A 
& JP, 7-41427, A & JP, 6-116158, A 
& US, 5556624, A & US, 5556625, A 
& US, 5624671, A 4 US, 5628998, A 

Yukinori Takahashi, Youshoku, Vol.34, No. 10, pp. 117-121 
(1997) 

Fulvio Salati et al. , Nippon Suisan Gakkaishi, vol.53 (2) , 
pp. 201-204 (1987) 

Marilyn J. Odean et al . , Infection and Immunity, 
vol. 58(2), pp. 427-432 (1990) 

L.W.Clem et al. , Development and Comparative Immunology 
vol.9, p. 803-809 (1985) 


1-16 

1-16 

1-16 
1-16 
1-16 



S8gfalE$g£ |gBEMIBg^ PCT/JP00/0 1 76 4 

a. %.m<om-tzttmwm wmmvm (ipcj ) 

Int. Cl. ' A23K 1/16, 1/18, A61K 3 1/7 3 9, 3 1/0 0, 3tf/f& 



w*4fofc«/j«fl. (wmmtHam. (ipc) ) 

Int. Cl. ' A23K 1/16, 1/18, A61K 3 1/7 3 9, 3 1/0 0, 39/l(f 



B I OS I S, J O I S 









X 


WO, 9623002, Al (Mizuno D. )1.8M. 1996 (01. 08. 96) 
& JP, 8-198902, A 


1-16 


X 


JP, 6-141849, A mU— g|5)24. 5^ . 1994(24. 05. 94) 7rS!)-# L 


1-8, 11-16 


Y 




9, 10 


X 
Y 


EP, 472467, A3 (Soma G. ) 17. 3£ . 1993 (17. 03. 93) 
& CA, 2049533. A & CA, 2049548, A & JP, 4-99481, A 
& JP, 6-78756, A & US, 5281583, A & JP, 6-40973. A 
& JP, 6-90745, A & US, 5346891, A & US, 5494819. A 


1-8, 11-16 
9, 10 



taj «icHao*5i:ittTttft<. 



«"TJ H*««BXtt«ftB«JC4«3ixfc£tt-C*>o-C 
r&j R-/<r>h7r«U-IB 



16. 0 5. 0 0 


23.05.00 


B*m&nfr (isa/jp) 

^fi!S^-l 0 0-8 9 1 5 


»»/f *SE« («B!<ofcSB*fi) Cl" 2 B 1 9 1 2 3 
* # Sfe3r 1 


03-3581-1101 AM 3236 



SSPCT/I SA/2 1 0 (*2-t-i y) (1 998¥7fl) 



HBRWKS^ PCT/J POO/0 1 764 



C OR*) . 










A 


JP, 8-280332, A(±®J8Htt^|a^ig^) 29. 10. 1996(29. 10. 96) 


1-16 


A 


JP. 10-279486, A(*|Mk*»St#a) 20. 10. 1998(20. 10.98) 


1-16 


A 


EP, 592220, A3 (Eisai Co. Ltd. )23. 11. 1994(23. 11. 94) 
& JP, 6-116157, A & JP, 6-327412, A & JP, 7-41427, A 
& JP, 6-116158. A & US, 5556624, A & US, 5556625, A 
& US, 5624671, A & US, 5628998, A 


1-16 


A 


mm*m, mm, »3 4#»iot, 1117-1211(19 

9 7) 


1-16 


A 


Fulvio Salati et al. , Nippon Suisan Gakkaishi. vol. 53(2), d 
201-204 (1987) 


1-16 


A 


Marilyn J. Odean et al. , Infection and Immunity, vol. 58(2), 
p. 427-432 (1990) 


1-16 


A 


L. W.Clem et al. , Development and Comparative Immunology, vo 
1.9, p. 803-809 (1985) 


1-16 



i^PCT/ISA/2 10 (12^--;©^) (I 998f7fl) 



